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2006:868555 HCAPLUS Full-text 
146:219719 

Kahalalide F and ES285: potent anticancer agents from 
marine molluscs 
Faircloth, G.; Cuevas, C. 



PharmaMar SA, Madrid, 28770, Spain 

Progress in Molecular and Subcellular Biology (2006) , 
43 (Molluscs) , 363-379 
CODEN: PMSBA4; ISSN: 0079-6484 
Springer-Verlag 
Journal; General Review 
English 
Entered STN: 28 Aug 2006 

A review. The marine environment is proving to be a very rich source of 



PUBLISHER: 
DOCUMENT TYPE 
LANGUAGE : 
ED 
AB 



unique compds . with significant activities against cancer of several types. 
Finding the sources of these new chemical entities has made it necessary for 
marine and medical scientists to find enterprising ways to collaborate in 
order to sample the great variety of intertidal, shallow and deep-water sea 
life. Recently these efforts resulted in a first generation of drugs from the 
sea undergoing clin. trials. These include PharmaMar compds.: Yondelis, 
Aplidin, kahalalide F, ES285 and Zalypsis. Two of these compds., kahalalide F 
and ES285, have been isolated from the Indopacific mollusc Elysia rufescens 
and the North Atlantic mollusc Spisula polynyma, resp. 
REFERENCE COUNT: 23 THERE ARE 23 CITED REFERENCES AVAILABLE FOR THIS 

RECORD. ALL CITATIONS AVAILABLE IN THE RE FORMAT 
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Adding pharmacogenomics to the development of new 
marine-derived anticancer agents 
AUTHOR(S) : Jimeno, Jose; Aracil, Miguel; Tercero, Juan Carlos 

CORPORATE SOURCE: PharmaMar R and D, Madrid, Spain 

SOURCE: Journal of Translational Medicine (2006), 4, No pp. 

given 

CODEN: JTMOBV; ISSN: 1479-5876 
URL: http: //www. translational- 
medicine . com/content /pdf/1 4 7 9-587 6-4 -3 . pdf 
BioMed Central Ltd. 

Journal; General Review; (online computer 
file) 
English 
Entered STN: 09 Mar 2006 

A review. Nature has always been a highly productive tool in the development 
of anticancer therapies. Renewed interest in the potential of this tool has 
recently been sparked by the realization that the marine ecosystem can be used 
for the discovery and development of new compds. with clin. potential in 
advanced resistant tumors. These compds. can be incorporated into combination 
approaches in a chronic therapy scenario. Our marine anticancer program is 
using the sea to develop new agents with activity in resistant solid tumors 
and to identify new cellular targets for therapeutic intervention. This 
review describes the integration of different pharmacogenomic tools in the 
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development of Yondelis, Aplidin and Kahalalide F, three marine-derived 
compds . currently in Phase II or III development. Our results are reinforcing 
the targeted selectivity of these agents and opening the gates for customized 
therapies in cancer patients in the near future. 
REFERENCE COUNT: 51 THERE ARE 51 CITED REFERENCES AVAILABLE FOR THIS 

RECORD. ALL CITATIONS AVAILABLE IN THE RE FORMAT 
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DOCUMENT TYPE: Conference; General Review 

LANGUAGE: English 
ED Entered STN: 20 Dec 2005 

AB A review on the first generation of drugs isolated from marine organisms, 

i.e., Ecteinascidin 743, Aplidin, and Kahalide F. Topics discussed include 
their origin, mechanisms of action, chemical synthesis, drug development, and 
clin. studies. 

REFERENCE COUNT: 104 THERE ARE 104 CITED REFERENCES AVAILABLE FOR 

THIS RECORD. ALL CITATIONS AVAILABLE IN THE RE 
FORMAT 
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ED Entered STN: 23 Jun 2005 

AB The invention relates to a solvent for biogenic active pharmaceutical 

ingredients, which is basically comprised of the following components: (a) 7 
mL of the homeopathic substance Tarantula D4 intermingled in 15 mL of a 0.9 % 
NaCl solution as basic component; (b) up to 0.5 of a saturated solution of the 
entire poisonous cocktail from spiders of the species Loxosceles laeta, or 
Loxosceles gaucho, or Loxosceles Mallorca, or Loxosceles Menorca is added to 
the basic component, (c) the entire poisonous cocktail is ground into an 
anhydrous formic acid depending on the required quant, proportions, 1 to 2 mL 
of the entire exts . of poisons of bulldog ants being in turn added thereto, 
wherein said amount relates to a total amount of 10 mL of the entire poisonous 
cocktail . 
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US 2003-516192P 
WO 2004-CA1902 
ED Entered STN: 13 May 2005 

AB The invention provides nucleobase oligomers and oligonucleotide duplexes that 
inhibit expression of an IAP (inhibitor of apoptosis protein), and methods for 
using them to induce apoptosis in a cell. Specifically, the invention 
provides nucleic acid sequences for siRNAs and shRNAs that target human XIAP, 
HIAP-1 or HIAP-2 genes. The nucleobase oligomers and oligomer complexes of 
the present invention may also be used to form pharmaceutical compns . The 
invention also features methods for enhancing apoptosis in a cell by 
administering a nucleobase oligomer or oligomer complex of the invention in 
combination with a chemotherapeutic or chemosensitizing agent. RNAi sequences 
and vectors producing shRNA (short hairpin RNA) were transfected into HeLa 
cells and evaluated for their effect on XIAP, cIAP-1, or cIAP-2 protein 
levels. XIAP protein could also be reduced by RNAi clones in transfected 
breast cancer cell line MDA-MB-231. In addition, cell survival was reduced in 
XIAP RNAi transfected breast cancer cell line after the transfected cells were 
treated with TRAIL (tumor necrosis factor-related apoptosis inducing ligand) . 
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ED Entered STN: 13 May 2005 

AB The invention claims the use of an antisense oligomer to human XIAP, IAP-1 or 
IAP-2 genes and a chemotherapeutic agent, and compns. and kits thereof, for 
the treatment of proliferative diseases. The invention further claims 
sequences for nucleobase oligomers that are ' antisense IAP (inhibitor of 
apoptosis protein) oligomers. The antisense IAP nucleobase oligomers 
specifically hybridize with polynucleotides encoding an IAP and reduce the 
amount of an IAP protein produced in a cell. Thus by reducing the IAP 
protein, the invention provides methods for inducing cancer cells to undergo 
apoptosis and for overriding anti-apoptot ic signals in cancer cells. As an 
example of the invention, mice with s.c. H460 human lung carcinoma xenografts 
were injected intratumorally with XIAP antisense mixed-base 2 ' -O-Me RNA 
oligonucleotides (C5 and/or G4) and the drug vinorelbine. At the end of the 
24 d treatment period, the mean relative tumor growth was reduced .apprx.70% 
in treated mice. The inhibition of tumor growth was correlated with down- 
regulation of human XIAP protein expression and an increased number of dead 
cells. The mice did not show any signs of cytotoxicity such as body weight 
loss . 
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WO 2004-US30368 W 20040916 

OTHER SOURCE(S): MAR PAT 142:349042 

ED Entered STN: 01 Apr 2005 

AB The invention discloses a method for treating a patient having a cancer or 

other neoplasm by administering chlorpromazine or a chlorpromazine analog and 
an antiproliferative agent simultaneously or within 14 days of each other in 
amts. sufficient to treat the patient. 
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prepared by the solid-phase method and assayed for cytotoxic activity against 
various cell lines. 
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AB The invention concerns a combination of (a) hemocyanin from the hemolymphs of 
certain bird-eating spiders; (b) substances that are antagonists, synergists, 
and penetration enhancers to hemocyanin and that are obtained from the 
fractionation of spider venoms; (c) dolastatine form Dolabella auricularia or 
a preparation named Kahalalide F from Elysia rufescens. Hemocyanine, 
antagonists, synergists, and penetration enhancers are isolated by various 
chromatog. methods; the fractions or their mixts. are lyophilized for storage. 
For formulation, isotonic solution, buffer, albumin, glutamine, antimicrobial 
agent, etc. are added. 
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The invention is directed to new kahalalide antitumoral compds . , in particular 
to analogs of kahalalide F, which are useful as antitumoral, antiviral and 
antifungal agents and in the treatment of psoriasis. Thus, kahalalide F 
analogs in which the 5-methylhexanoc acid residue has been replaced by (S)- 
and (R) -4-methylhexanoic acid were prepared and assayed for cytotoxic activity 
against various cell lines. 
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A symposium report. Conformations of three natural marine cyclopeptides 
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(aplidine, kahalalide F and trunkamide A) with antitumor properties are 
studied using NMR and mol . dynamics calcns . Aplidine exists in CHC13 as 
approx. 1:1 mixture of two slowly interconverting conformations. These 
conformational changes have no implications in the conformation of the ring 
that is a very well-defined eight-shaped macrocycle stabilized by a 
transannular hydrogen bond. Kahalalide F, a depsipeptide, has a flexible tail 
and a quite rigid macrocycle. Conformation of trunkamide A is observed to be 
very rigid, dominated by the volume of the dimethylallyl side chains, includes 
two trans-annular hydrogen bonds, and has two conf ormationally-restricted 
residues in the primary structure. 



REFERENCE COUNT: 



THERE ARE 3 CITED REFERENCES AVAILABLE FOR THIS 
RECORD. ALL CITATIONS AVAILABLE IN THE RE FORMAT 



L10 ANSWER 14 OF 
ACCESSION NUMBER: 
DOCUMENT NUMBER: 
TITLE: 
AUTHOR (S) : 

CORPORATE SOURCE: 



56 HCAPLUS COPYRIGHT 2007 ACS on STN 
2003:861296 HCAPLUS Full-text 
140:77392 

Stereochemistry of Kahalalide F 

Bonnard, Isabelle; Manzanares, Ignacio; Rinehart, 
Kenneth L. 

Roger Adams Laboratory, Department of Chemistry, 
University of Illinois at Urbana-Champaign, Urbana, 



Page 1 1 



10/531,533 

IL, 61801, USA 

Journal of Natural Products (2003), 66(11), 
1466-1470 

CODEN: JNPRDF; ISSN: 0163-3864 
American Chemical Society 
Journal 
English 

CASREACT 140:77392 
Entered STN: 04 Nov 2003 

The stereochem. of the amino acids in the marine-derived cyclic depsipeptide 
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kahalalide F has been defined by a series of degradation reactions 
(hydrolysis, ozonolysis, Edman degradation, and Marfey derivatization) , 
yielding smaller fragments of the marine natural product. The results from 
these reactions agree with the structure originally proposed by Hamann and 
Scheuer and with the same stereochem. of most of the component amino acids 
more recently proposed by Goetz, Yoshida, and Scheuer. However, our 
assignments of D-Val3 and L-Val4 are the reverse of previous assignments made 
as L-Val3 and D-Val4 . The present (reversed) stereochem. is crucial for the 
antitumor activity of kahalalide F. 
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Objective: In addition to neutropenias and/or thrombocytopenias as a short- 
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term effect, antineoplastics also can produce long-term effects as a 
consequence of damage to the hematopoietic stem cells. The aim of the present 
study was to evaluate the toxicity of three marine-derived antineoplastics on 
murine hematopoietic stem cells. These antitumoral compds . currently are 
being evaluated in patients in phase II (aplidin and kahalalide F) and phase 
II/III (trabectedin) clin. trials. Materials and methods: Long-term 
competitive repopulating assays were performed in mice to analyze toxic 
effects on the hematopoietic stem cells responsible for the multipotential 
long-term repopulation of hematopoiesis . Furthermore, granulocytic and T- and 
B-lymphoid lineages were studied, as well as myeloid (CFU-GM) and 
megakaryocytic (CFU-Meg) progenitors. Results: When cells were treated- in 
vitro for 24 h with CFU-GM IC50 dose of trabectedin (9.59 ± 4.96 nM) , no 
significant effects were observed in the stem cells. The dose of trabectedin 
that produced 90% of inhibition in CFU-GM (IC90: 23.71 ± 1.27 nM) only 
inhibited 45% survival of stem cells. Doses of aplidin that produced redns . 
of 50% (56.9 ± 13.32 nM) or 90% (195.88 ± 21.39 nM) in myeloid progenitors did 
not show any effect on hematopoietic stem cells. Kahalalide F did not show 
any toxic effect in either short-term or long-term repopulating cells up to 10 
uM. Conclusions. Our data show that the hematopoietic stem cells effects of 
antitumoral drugs can be properly characterized by the murine competitive 
repopulating assays. Our results suggest that long-term myelosuppression as a 
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consequence of trabectedin, aplidin, or kahalalide F treatment would not be 
expected. 
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oncosis in human prostate and breast cancer 
cells 
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Journal 
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Kahalalide F (KF) is a novel antitumor drug of marine origin under clin. 
investigation. KF showed a potent cytotoxic activity against a panel of human 
prostate and breast cancer cell lines, with IC50 ranging from 0.07 uM (PC3) to 
0.28 uM (DU145, LNCaP, SKBR-3, BT474, MCF7). Importantly, nontumor human cells 
(MCF10A, HUVEC, HMEC-1, IMR90) were 5-40 times less sensitive to the drug 
(IC50 = 1.6-3.1 \iM) . KF cytotoxicity did not correlate with the expression 
level of the multidrug resistance MDR1 and of the Tyr kinase HER2/NEU, and 
only slightly by the anti-apoptot ic BCL-2 protein. KF action was triggered 
rapidly by short pulse treatments (15 min caused 50% maximum cytotoxicity) . 
Neither a general caspase inhibitor (Z-VAD-fmk) nor transcription or 
translation inhibitors (actinomycin D, cycloheximide) blocked KF action. Flow 
cytometry anal, revealed that KF induced neither cell-cycle arrest nor 
apoptotic hypodiploid peak. Using mitochondrial (JC-1)- and lysosomal 
(LysoTracker Green, Acridine Orange) -specif ic f luorophores, the authors 
detected loss of mitochondrial membrane potential and of lysosomal integrity 
following KF treatment. Confocal laser and electron microscopy revealed that 
KF-treated cells underwent a series of profound alterations including severe 
cytoplasmic swelling and vacuolization, dilation and vesiculation of the 
endoplasmic reticulum, mitochondrial damage, and plasma membrane rupture. In 
contrast, the cell nucleus showed irregular clumping of chromatin into small, 
condensed masses, while chromatin disappeared from other nuclear domains, but 
the nuclear envelope was preserved and no DNA degradation was detected. 
Together, these data indicate that KF induces cell death via oncosis 
preferentially in tumor cells. 
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DOCUMENT TYPE: Conference 
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AB A symposium report. Kahalalide F is a cyclic depsipeptide isolated from the 
Sacoglossan mollusc Elysia rufescens and the green alga Bryopsis sp. 
Kahalalide F and a diastereomer were prepared by the solid-phase method and 
their structures determined by 1H NMR. 
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AB A review. The marine environment offers a rich source of natural products 
with potential therapeutic application. Marine organisms have evolved the 
enzymic capability to produce potent chemical entitles that make them 
promising sources of innovative cytotoxic compds . Prominent in the 
identification and development of novel anti-cancer agents from marine sources 
is the Spanish biotechnol. company, Pharma Mar, which currently has a large 
number of oncol. products in late preclin. and clin. development. These 
include: Ecteinascidin-74 3 (ET-743) , Aplidin, Kahalalide F and ES-285. Many 
of these innovative compds. have novel mechanisms of antitumor action that 
have yet to be fully elucidated. 
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ED Entered STN: 04 Jun 2003 

AB A symposium report. Two cyclic peptides, kahalalide F and trunkamide A, were 
prepared by the solid phase method and are currently in clin. phase I and 
preclin. trials for treatment of cancer, resp. Kahalalide F is a cyclic 
tridecapeptide containing an ester bond between two (i-branched and sterically 
hindered amino acids, didehydroamino butyric acid, and a hydrophobic sequence 
with two fragments containing several P-branched amino acids in a row. 
Trunkamide A is a cyclic heptapeptide which contains hydroxy side-chain amino 
acids with the hydroxy function modified as dimethylallyl ethers and a 
thiazoline ring. 
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AB Procedures for clin. trials of kahalalide compds . are provided, leading to new 

formulations of kahalalide compds. 
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Quantitative analysis of the novel depsipeptide 
anticancer drug Kahalalide F in human plasma by 
high-performance liquid chromatography under basic 
conditions coupled to electrospray ionization tandem 
mass spectrometry 

Stokvis, E.; Rosing, H . ; Lopez-Lazaro, L.; Rodriguez, 
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LANGUAGE : English 
ED Entered STN: 13 Oct 2002 

AB Kahalalide F (KF) is a novel cyclic depsipeptide anticancer drug which has 

shown anticancer activity both in vitro and in vivo, especially against human 
prostate cancer cell lines. To characterize the pharmacokinetics of KF during 
a phase I clin. trial in patients with androgen-ref ractory prostate cancer, a 
method was developed and validated for the quant, anal, of KF in human plasma 
by HPLC coupled to pos . electrospray ionization tandem mass spectrometry (ESI- 
MS/MS) . Microbore reversed-phase liquid chromatog. (LC) performed with mobile 
phases containing trif luoroacetic acid, an additive commonly used for 
separating peptides, resulted in substantial suppression of the signal for KF 
in ESI-MS/MS. An alternative approach employing a basic mobile phase provided 
an excellent response to KF when used in the pos. ion mode. Plasma samples 
were prepared for LC MS/MS by solid-phase extraction on C18 cartridges. The 
LC separation was performed on a Zorbax Extend C18 column (150 + 2.1 mm., 
particle size 5 urn) with MeCN-10 mM aqueous NH3 (85:15) as the mobile phase, 
at a flow-rate of 0.20 mL/min. . A butyric acid analog of KF was used as the 
internal standard The lower limit of quantitation when using a 500-uL sample 
volume was 1 ng/mL and the linear dynamic range extended to 1000 ng/mL. The 
interassay accuracy of the assay was -15.1% at the lower limit of quantitation 
and between -2.68 and -9.05% for quality control solns . ranging in 
concentration from 2.24 to 715 ng/mL. The interassay precision was 9.91% or 
better at these concns . The analyte was stable in plasma under all conditions 
evaluated and for a period of 16 h after reconstituting plasma exts. for LC 
anal, at ambient temperature 

REFERENCE COUNT: 28 THERE ARE 28 CITED REFERENCES AVAILABLE FOR THIS 

RECORD. ALL CITATIONS AVAILABLE IN THE RE FORMAT 

L10 ANSWER 22 OF 56 HCAPLUS COPYRIGHT 2007 ACS on STN 
ACCESSION NUMBER: 2002:742571 HCAPLUS Full-text 

DOCUMENT NUMBER: 139:62716 

TITLE: Preclinical toxicity studies of kahalalide F, a new 
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AB Kahalalide F (KF) is a new anticancer agent currently in clin. trials for 

solid tumors, including prostate cancer. During the preclin. development of 
this drug, the studies reported here were conducted to determine the acute and 
multiple dose toxicities of KF when administered i.v. to rats. This dosing 
route is the intended route of clin. administration. KF was administered i.v. 
to male and female CD rats using single- and multiple-dose (daily for 5 days) 
schedules. Animals were observed for clin. signs, and body weight, hematol., 
and clin. chemical parameters determined Animals were necropsied, gross 
observations and organ wts. recorded, and numerous tissues were collected and 
examined microscopically. KF produced lethality at 375 and 450 ug/kg in males 
and females, resp., and the maximum tolerated dose (MTD) was estimated to be 
300 ug/kg (1800 ug/m2) . The nervous system appeared to be a potential site of 
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action for the production of lethality. Single-dose administration of KF at 
150 and 300 jig/kg produced organ toxicity in which the kidney was the primary 
target. Injury to distal convoluted tubules was the most toxicol. significant 
lesion, and was observed on day 4. However, by day 29, resolution of renal 
toxicity had occurred, in the 150-ug/kg group, but only partial resolution was 
seen at 300 ug/kg. Renal injury correlated with increased serum creatinine, 
BUN, and kidney wts . at 300 ug/kg, indicating impairment of renal function. 
Subacute, necrotizing inflammation of bone marrow and peritrabecular osteocyte 
hyperplasia of bone were seen at 300 ug/kg on day 4, with recovery thereafter. 
Injury to blood vessels and surrounding tissue at the injection site were 
produced by KF, likely due to local cytotoxicity. In general, reversibility 
of toxicity was seen at 150 ug/kg but not at 300 ug/kg. When KF was 
administered once daily for five consecutive days at a dose of 80 ug/kg per 
day (400 ug/kg total dose), slightly decreased body weight gain was the 
primary drug-related effect. Therefore, the no-adverse-effect dose was at or 
near 80 ug/kg per day (480 ug/m2 per day) . These findings demonstrate that 
fractionation of a lethal or MTD dose of KF by daily administration for 5 days 
reduces drug-induced toxicity, and appears to be a viable option for the clin. 
evaluation of KF for the treatment of cancer. 
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Kahalalide F, were synthesized. Common features of both syntheses include 
solid-phase peptide chain elongation using a quasi orthogonal protecting 
scheme with allyl, t-Bu, and fluorenyl based groups on a chlorotrityl resin. 
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AB The invention discloses the use of incensole and/or f uranogermacrens , derivs. 

metabolites and precursors thereof in the treatment of neoplasia, particularly 
resistant neoplasia and immunodysregulatory disorders. These compds . can be 
administered alone or in combination with conventional chemotherapeutic, 
antiviral, antiparasite agents, radiation and/or surgery. Incensole and 
f uranogermacren and their mixture showed antitumor activity against various 
human carcinomas and melanomas and antimicrobial activity against 
Staphylococcus aureus and Enterococcus faecalis. 
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AB Kahalalide F is a cyclic depsipeptide derived from the marine mollusc Elysia 

rufescens, an organism living in the seas near Hawaii. On the basis of its in 
vitro and in vivo selectivity, kahalalide F is currently developed as a 
potential anticancer agent against androgen independent prostate tumors. The 
development and validation of a reversed-phase high performance liquid 
chromatog. (RP-HPLC) method with ultra-violet (UV) detection for the- 
quantification and purity determination of kahalalide F in raw drug substance 
and pharmaceutical dosage form was described. Linear calibration curves in 
the range of 0.5-12.5 ug/mL of kahalalide F with correlation coeffs. > 0.999 
were obtained. Within-run and between-run precisions were < 3.0% and accuracy 
was within 100.4-103.2%. The assay proved selective, as determined by stress- 
testing, confirming its stability indicating capacity. Using liquid 
chromatog. -mass spectrometry (LC-MS) anal., kahalalide G, the hydrolyzed open- 
chain analog of kahalalide F, appeared upon heating and in acidic media. 
Furthermore, it was shown that kahalalide F remains its integrity in the 
freeze-dried pharmaceutical dosage, form. 
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AB Sacoglossans are a group of opisthobranch mollusks that have been the source 
of numerous secondary metabolites; however, there are few examples where a 
defensive ecol. role for these compds . has been demonstrated exptl. We 
investigated the deterrent properties of the sacoglossan Elysia rufescens and 
its food alga Bryopsis sp. against natural fish predators. Bryopsis sp. 
produces kahalalide F, a major depsipeptide that is accumulated by the 
sacoglossan and that shows in vitro cytotoxicity against several cancer cell 
lines. Our data show that both Bryopsis sp. and Elysia rufescens are chemical 
protected against fish predators, as indicated by the deterrent properties of 
their exts . at naturally occurring concns . Following bioassay-guided 
fractionation, we observed that the antipredatory compds. of Bryopsis sp. were 
present in the butanol and chloroform fractions, both containing the 
depsipeptide kahalalide F. Antipredatory compds. of Elysia rufescens were 
exclusively present in the dichloromethane fraction. Further bioassay-guided 
fractionation led to the isolation of kahalalide F as the only compound 
responsible for the deterrent properties of the sacoglossan. Our data show 
* that kahalalide F protects both Bryopsis sp. and Elysia rufescens from fish 
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anticancer agent kahalalide F 
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Journal 
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Kahalalide F is a novel antitumor agent isolated from the marine mollusk 
Elysia rufescens; it has shown highly selective in vitro activity against 
androgen-independent prostate tumors. The purpose of this study was to 
develop a stable parenteral formulation of kahalalide F to be used in early 
clin. trials. Solubility and stability of kahalalide F were studied as a 
function of polysorbate 80 (0.1%-0.5% w/v) and citric acid monohydrate (5-15 
mM) concns. using an exptl. design approach. Stabilities of kahalalide F 
lyophilized products containing crystalline (mannitol) or amorphous (sucrose) 
bulking agents were studied at +5° and +30°±60% relative humidity (RH) in the 
dark. Lyophilized products were characterized by IR (IR) spectroscopy and 
differential scanning calorimetry (DSC) . Recovery studies after 
reconstitution of kahalalide F lyophilized product and further dilution in 
infusion fluid were carried out to select an optimal reconstitution vehicle. 
It was found that a combination of polysorbate 80 and citric acid monohydrate 
is necessary to solubilize kahalalide F. Lyophilized products were 
considerably less stable with increasing polysorbate 80 and citric acid 
monohydrate concns., with polysorbate 80 being the major effector. A 
combination of 0.1% w/v polysorbate 80 and 5 mM citric acid monohydrate was 
selected for further investigation. Lyophilized products containing sucrose 
as a bulking agent were more stable compared to the products containing 
mannitol. The glass transition temperature of the sucrose-based product was 
determined to be +46°. The amorphous state of the product was confirmed by IR 
anal. A solution composed of Cremophor EL, ethanol, and water for injection 
(5%/5%/90% volume/volume/v CEW) kept kahalalide F in solution after 
reconstitution and further dilution with 0.9% w/v sodium chloride (normal 
saline) to 1.5 \iq/m. A stable lyophilized formulation was presented 
containing 100 jig of kahalalide F, 100 mg sucrose, 2 . 1 mg citric acid 
monohydrate, and 2 mg polysorbate 80 to be reconstituted with a vehicle 
composed of 5%/5%/90% volume/volume/v CEW and to be diluted further using 
normal saline. 
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AUTHOR(S): Lopez-Macia, Angel; Jimenez, Jose Carlos; Royo, 

Miriam; Giralt, Ernest; Albericio, Fernando 
Department of Organic Chemistry, University of 
Barcelona, Barcelona, 08028, Spain 
Journal of the American Chemical Society (2001 
), 123(46), 11398-11401 
CODEN: JACSAT; ISSN: 0002-7863 
American Chemical Society 
Journal 
English 

CASREACT 136:86050 
Entered STN: 28 Oct 2001 

Kahalalide F, the only member of the kahalalide peptide family with important 
bioactivity, is in clin. trials for treatment of prostate cancer. An 
efficient solid-phase synthetic approach is reported. Kahalalide F presents 
several synthetic difficulties: (i) an ester bond between two p-branched and 
sterically hindered amino acids; (ii) a didehydroamino acid; and (iii) a 
rather hydrophobic sequence with two fragments containing several 0-branched 
amino acids in a row, one of them terminated with a saturated aliphatic acid. 
The cornerstones of our strategy were (i) a quasiorthogonal protecting system 
with allyl, tert-Bu, fluorenyl, and trityl-based groups, (ii) azabenzotriazole 
coupling reagents, (iii) formation of the didehydroamino acid residue on the 
solid phase, and (iv) cyclization and final purification in solution HPLC, 
high-field NMR, and biol . activity studies showed that the correct stereochem. 
of the natural product is that proposed by Rinehart et al., whereas the 
stereochem. proposed by Scheuer et al. is that of a biol. less active 
diastereoisomer . 

REFERENCE COUNT: 19 THERE ARE 19 CITED REFERENCES AVAILABLE FOR THIS 

RECORD. ALL CITATIONS AVAILABLE IN THE RE FORMAT 



L10 ANSWER 30 OF 56 
ACCESSION NUMBER: 
DOCUMENT NUMBER: 
TITLE: 



HCAPLUS COPYRIGHT 2007 ACS on STN 
2001:755009 HCAPLUS Full-text 
136:79394 



AUTHOR (S) : 



CORPORATE SOURCE: 



Chemical and enzymatic stability of a cyclic 
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AB Kahalalide F is a cyclic depsipeptide isolated from the Hawaiian mollusk 

Elysia ruf escens . This compound is under present phase I clin. investigation 
as an anti-tumor drug. The role of possible metabolic reactions of this drug 
in (pre-) clin. investigations has not yet been explored. The first results 
for kahalalide F in this field of research are given in this paper. The 
chemical degradation of kahalalide F was investigated under acid, neutral and 
alkaline conditions using high-performance liquid chromatog. with UV 
detection. The half-lives at 80° were 1.1, 20 and 8.6 h at pH 0, 1 and 7, 
resp. At 26° and pH 11, the half-life was 1.65 h. At pH 7 and 11, only one 
reaction product of kahalalide F was observed, kahalalide G, the hydrolyzed 
lactone product of kahalalide F. At pH 0 and 1, addnl . reaction products 
emerged. Metabolic conversion of kahalalide F was tested in vitro using three 
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different enzyme systems based on pooled human microsomes, pooled human plasma 
and uridine 5 1 -diphosphoglucuronyl transferase, resp. The incubated samples 
were analyzed using the same chromatog. technique as for the degradation 
samples. Biotransformations were not observed under these conditions and, 
therefore, it is concluded that kahalalide F is a metabolically stable drug. 
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PUBLISHER: Kluwer Academic Publishers 
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AB Kahalalide F is a novel marine-derived antitumor agent isolated from the 

marine mollusk Elysia rufescens, an organism living in the seas near Hawaii. 
The compound has shown highly selective in vitro activity against prostate 
tumors and phase I trials in patients with androgen independent prostate 
tumors incorporating a daily times five and weekly schedule have been 
initiated. Kahalalide F is pharmaceutical^ formulated as a lyophilized 
product containing 150 \iq active substance per dosage unit. Prior to i.v. 
administration it is reconstituted with a solution composed of Cremophor EL, 
ethanol absolute and Water for Injection (CEW, 5/5/90% volume/volume/v) with 
further dilution in 0.9% w/v sodium chloride for infusion. The aim of this 
study was to investigate the compatibility and stability of kahalalide F with 
different infusion systems prior to the start of clin. trials with the 
compound Due to the presence of Cremophor EL in the infusion solution, 
leaching of diethylhexyl phthalate (DEHP) from polyvinyl' chloride infusion 
containers (PVC, Add-a-Flex) was found. Loss of kahalalide F as a consequence 
of sorption to contact surfaces was shown with an infusion container composed 
of low d. polyethylene (LD-PE, Miniflac) . We conclude that kahalalide F must 
be administered in a 3-h infusion in concns. of 0.5 ug/mL to 14.7 ng/mL using 
an administration set consisting of a glass container and a low-extrables, 
DEHP-free extension set. Kahalalide F 150 jig/vial powder for infusion 
reconstituted with 5/5/90% volume/volume/v CEW is stable in the original 
container for at least 24 h at room temperature (+20-25°) and ambient light 
conditions. Infusion solns. stored in glass infusion containers at either 
room temperature (+20-25°, in the dark) or refrigerated conditions (+2-8°, in 
the dark) are stable for at least 5 days after preparation 
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AB Kahalalide F and kahalalide mimic compds . having useful biol. activity were 
prepared The mimics differ from natural kahalalides in one or more of the 
following respects: at least one amino acid which is not the same as an amino 
acid present in the parent compound and at least one methylene group or 
substituent in the side chain acyl group of the parent compound is addnl . or 
omitted. Approx. 40 kahalalide analogs, including 5-MeHex-D-Val-Thr-Val-D- 
Val-D-Pro-Orn-D-allo-Ile-cyclo (D-allo-Thr-D-allo- Ile-D-Val-Phe-Etg-Val ) (5- 
MeHex is 5-methylhexanoyl and Etg is ethylglycine residue), were prepared by 
the solid phase method and their cytotoxicities (IC50 values) tabulated. 
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(I) is isolated from a sacoglossan (Elysia rufescens) . I may be 
used in the manufacture of pharmaceutical compns. or in the treatment of 
tumors or viral conditions. Two hundred sacoglossans (E. rufescens), were 
collected and extracted 3 times with EtOH. The combined exts. were then 
chromatographed on silica gel flash chromatog. by using hexane, hexane/EtOAc 
(1:1), EtOAc, EtOAc/MeOH (1:1), MeOH, MeOH/HOAc (98:2). The depsipeptides 
were found in the EtOAc/MeOH (1:1) fraction. Repeated RP-HPLC yielded 6 new 
depsipeptides, out of which I was isolated and its structure was determined 
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Marine natural products as antituberculosis agents 
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AB In an attempt to characterize addnl . structural classes that could serve as 
lead antituberculosis agents, 48 structurally diverse marine-derived natural 
and semisynthetic compds . were examined for in vitro activity against 
Mycobacterium tuberculosis. Three new classes of compds. including C-19 
hydroxy steroids [e.g. litosterol (I)], scalarin sesquiterpenoids [e.g. 
heteronemin (II)], and tetrabromo spirocyclohexadienylisoxazolines [e.g. 11- 
hydroxyaerothionin (III)] have been identified as having potential as leads 
for continued investigations as new antituberculosis agents. New addns . to 
the established antituberculosis structural classes quinone-methide and 
peptide are also reported. 
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Kahalalide F, a peptide that may be isolated from a sacoglossan (Elysia 



rufescens), or a pharmaceut ically acceptable salt thereof, may be used in the 
treatment of mammalian tumors or viral infections. Use for treatment of human 
lung carcinoma, human colon carcinoma, Herpes simplex and Vesicular Stomatitis 
viral infections in mammals is claimed. 
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The absolute stereochemistry of kahalalide F. [Erratum 
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in the graphical abstract, L-Pro should read D-Pro. 
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Kahalalide F(l) is a depsipeptide of 14 residues, five of which form a 19- 
membered ring. It was isolated from a marine mollusk, Elysia rufescens, and 
is currently in preclin. trails against lung and colon cancers. It was known 
from conventional amino acid anal, that five valine and two threonine residues 
represented D- and L-enantiomers, but their position in the mol . was not 
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known. After extensive hydrolytic trials, a combination of acid hydrolysis 
and hydrazinolysis succeeded in definitive stereochem. assignment. 
REFERENCE COUNT: 6 ^ THERE ARE 6 CITED REFERENCES AVAILABLE FOR THIS 

RECORD. ALL CITATIONS AVAILABLE IN THE RE FORMAT 



L10 ANSWER 38 OF 
ACCESSION NUMBER: 
DOCUMENT NUMBER: 
TITLE: 



AUTHOR (S) : 
CORPORATE SOURCE: 
SOURCE: 



PUBLISHER: 
DOCUMENT TYPE: 
LANGUAGE : 
ED Entered STN : 
AB On page 6595 
should read 



56 HCAPLUS COPYRIGHT 2007 ACS on STN 
1998:447351 HCAPLUS Full-text 
129:228328 

Kahalalides: Bioactive Peptides from a 

Marine Mollusk Elysia rufescens and Its Algal Diet 

Bryopsis sp.. [Erratum to document cited in 

CA125:190997] 

Hamman, Mark T.; Otto, Clifton S.; Scheuer, Paul J. 
Dunbar, D. Chuck 

Department of Chemistry, University of Hawaii of 

Manoa, Honolulu, HI, 96822, USA 

Journal of Organic Chemistry (1998), 63(14), 

4856 

CODEN: JOCEAH; ISSN: 0022-3263 
American Chemical Society 
Journal 
English 
20 Jul 1998 

, the labeled amino acid on the structure of kahalalide F 
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AB In addition to the previously 
are described. Six of these, 
depsipeptides, ranging from a 
from a sacoglossan mollusk, E 



reported bioactive kahalalide F, 6 new peptides 
including kahalalide F, are cyclic 
C31 tripeptide to a C75 tridecapeptide isolated 
rufescens. The mollusk feeds on a green alga, 
Bryopsis sp., which has also been shown to elaborate some of these peptides in 
smaller yields, in addition to an acyclic analog of F, kahalalide G. The 
bioassay results of antitumor, antiviral, antimalarial, and 01 (activity 
against AIDS opportunistic infections) tests are reported. 
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AB In an attempt to characterize addnl . structural classes that could serve as 
prototype antimalarial agents, 28 structurally diverse marine compds . were 
examined for in vitro activity against the D6 and W2 clones of Plasmodium 
falciparum. Several new classes of compds. have been identified as having 
potential as prototypes for the development of new antimalarial agents. 
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The antitumoral compound Kahalalide F acts on cell 
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The target for the antitumoral peptidic drug, Kahalalide F, has been studied 
in cultured cells. In the presence of the compound, the cells became 
impressively swollen, showing the formation of large vacuoles. The formation 
of these vacuoles appears to be the consequence of changes in lysosomal 
membranes. Thus, lysosomes are a target for Kahalalide F action. 
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AB Kalahide F (I) which is isolated from sacoglossan may be used in the treatment 
of tumors or viral conditions. I was isolated from Elysia rufescens by 
extraction and silica gel flash chromatog. The antifungal, antiviral and 
cytotoxicity activity of I is shown. 
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AB A dosage form comprising of a high dose, high solubility active ingredient 

as modified release and a low dose active ingredient as immediate release 
where the weight ratio of immediate release active ingredient and modified 
release active ingredient is from 1:10 to 1:15000 and the weight of modified 
release active ingredient per unit is from 500 mg to 1500 mg; a process for 
preparing the dosage form. 
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AB The present invention provides nucleobase oligomers and oligomer complexes 

that inhibit expression of an IAP polypeptide, and methods for using them to 
induce apoptosis in a cell. The nucleobase oligomers and oligomer complexes 
of the present invention may also be used to form pharmaceutical 
compositions. The invention also features methods for enhancing apoptosis in 
a cell by administering a nucleobase oligomer or oligomer complex of the 
invention in combination with a chemotherapeutic or chemosensitizing agent. 
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AB Procedures for clinical trials of kahalalide compounds are provided, leading 

to new formulations of kahalalide compounds. 
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AB A process is provided for preparing kahalalide F and which leads to other 

kahalalide mimic compounds having useful biological activity. 
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derivatives metabolites and precursors thereof in the treatment of 
neoplasia, particularly resistant neoplasia and immunodysregulatory 
disorders. These compounds can be administered alone or in combination with 
conventional chemotherapeutic, anti-rival, anti-parasite agents, radiation 
and/or surgery. 
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Kalahide F, of formula I below, may be' isolated from a sacoglossan. The 
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AB A rapid and sensitive liquid chromatog . /tandem mass spectrometry (LC/MS/MS) 
assay was developed and validated to quantify a novel antineoplastic agent, 
PM02734, in dog plasma. The method was validated to demonstrate the 
specificity, limit of quantification (LOQ) , accuracy, and precision of 
measurements. The calibration range for PM02734 was established using PM02734 
stds. from 0.05 to 100 ng/mL in blank plasma. The dominating ions were doubly 
charged mol . ions [M+2H]2+ at m/z 740.0 instead of singly charged ones at m/z 
1478.4. The selected reaction monitoring (SRM) , based on the m/z 740.0^212.2 
transition, was specific for PM02734, and that based on the m/z 743.8-»212.2 
transition was specific for deuterated PM02734 (the internal standard, IS); no 
endogenous materials interfered with the anal, of PM02734 and IS from blank 
plasma. The assay was linear over the concentration range 0.05-100 ng/mL. In 
terms of sensitivity of assay 0.05 ng/mL is a very low LLOQ, especially 
considering PM02734 is a peptide. The correlation coeffs. for the calibration 
curves ranged from 0.9990 to 0.9999. The mean intraday and interday 
accuracies for all calibration stds. (n = 9) ranged from 93 to 111% (<11% 
bias) in dog plasma, and the mean interday precision for all calibration stds. 
was less than 6.4%. The mean intra- and interday assay accuracy for all 
quality control replicates in dog plasma (n = 9) , determined at each QC level 
throughout the validated runs, ranged from 85-111% (<15% bias) and from 99- 
109% (<9% bias), resp. The mean intra- and interday assay precision was less 
than 12.1 and 13.3% for all QC levels, resp. The assay has been used to 
support preclin. pharmacokinetic (PK) and toxicokinetic studies. The results 
showed that preclin. samples could be monitored for PM02734 up to 168 h after 
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dosing, which allowed us to identify multiple elimination phases and 
accurately estimate PK information. 
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Aplidin-resistant IGROV-1/APL cells were derived from the human ovarian cancer 
IGROV-1 cell line by exposing the cells to increasing concentration of Aplidin 
for eight months, starting from a concentration of 10 nM to a final 
concentration of 4 uM. IGROV-1/APL cell line possesses five fold relative 
resistance to Aplidin. IGROV-1/APL resistant cell line shows the typical MDR 
phenotype: (1) increased expression of membrane-associated P-glycoprotein, (2) 
cross-resistance to drugs like etoposide, .doxorubicin, vinblastine, 
vincristine, taxol, colchicine and the novel anticancer drug Yondelis (ET- 
743) . The Pgp inhibitor cyclosporin-A restored the sensitivity of IGROV-1/APL 
cells to Aplidin by increasing the drug intracellular concentration The 
resistance to Aplidin was not due to the other proteins, such as LPR-1 and 
MRP-1, being expressed at the same level in resistant and parental cell line. 
The finding that cells over-expressing Pgp are resistant to Aplidin was 
confirmed in CEM/VLB 100 cells, that was found to be 5-fold resistant to 
Aplidin compared to the CEM parental cell line. 
REFERENCE COUNT: 28 THERE ARE 28 CITED REFERENCES AVAILABLE FOR THIS 
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AB The anti-inflammatory activity of ecteinascidin compds . was determined 

Ecteinascidin 743 (I) and other ecteinascidin compds. affect viability and 
functions of monocyte/macophages . Examples include noncytotoxic cones, of I 
inhibit in vitro and in vivo macrophage differentiation, I shows selective 
cytotoxic effect on mononuclear phagocytes, I inhibits the production of 
inflammatory cytokines/chemokines , and I was compared with antineoplastic 
agents currently used in ovarian cancer. 
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268-273 

CODEN: JCBAAI; ISSN: 1570-0232 
Elsevier B.V. 
Journal 
English 

PM01218 is a novel marine-derived alkaloid and has shown potent growth 
inhibitory activity against several human cancer cell lines. A rapid and 
sensitive high performance liquid chromatog . /tandem mass spectrometry (HPLC- 
MS/MS) method was developed and validated to quantify PM01218 in mouse and rat 
plasma. The lower limit of quantitation (LLOQ) was 0.05 ng/mL. The 
calibration curve was linear from 0.05 to 100 ng/mL (R2 > 0.999). The assay 
was specifically based on the multiple reaction monitoring (MRM) transitions 
at m/z 278 . 4-»184 . 2, no endogenous material interfaced with the anal, of 
PM01218 and its internal standard from blank mouse and rat plasma. The mean 
intra- and inter-day assay accuracy remained below 15 and 8%, resp., for all 
calibration stds . and QC samples. The intra- and inter-day assay precision was 
less than 12.8 and 8.5% for all QC levels, resp. The utility of the assay was 
demonstrated by pharmacokinetics studies of i.v. (bolus) PM01218 on SD rats. 
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A review on the first generation of drugs isolated from marine organisms, 
i.e., Ecteinascidin 743, Aplidin, and Kahalide F. Topics discussed include 
their origin, mechanisms of action, chemical synthesis, drug development, and 
clin. studies. 
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Combination of trabectedin and irinotecan is highly 
effective in a human rhabdomyosarcoma xenograft 
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Anti-Cancer Drugs (2005), 16(8), 811-815 
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Journal 
English 

Our objective was to evaluate in vitro and in vivo the effect of the 
combination of trabectedin (Yondelis, ET-743) and irinotecan (CPT-11) or its 
major metabolite SN-38 in a human rhabdomyosarcoma cell line. The schedule 
trabectedin (1 h) followed by irinotecan or SN-38 (24 h) and the opposite 
sequence (irinotecan or SN-38 24 h followed by trabectedin 1 h) were analyzed 
in a rhabdomyosarcoma cell line. In vivo studies were conducted with 
trabectedin and irinotecan at the doses of 0.2 and 20 mg/kg, resp., 
simultaneously administered with a q4d + 3 schedule. In vitro studies 
indicated an overall addit ive effect [combination index (CI) relatively close 
to 1.0], with the former schedule slightly superior to the latter (at the IC50 
effect levels: CI = 0.89 vs. 1.07). Neither transcription nor expression of 
DNA topoisomerase I was affected by trabectedin treatment. In vivo the 
therapeutic results of the combination were certainly more impressive: 
trabectedin and irinotecan combination caused a strong and long-lasting effect 
on tumor growth (tumor volume inhibition = 89%, loglO cell kill = 1.6), 
whereas each drug given as a single agent was only marginally active. The 
discrepancy between the in vitro and in vivo results suggests possible 
mechanisms involving host cells, other than tumor cells. The striking effects 
of the combination observed in vivo could be related to a combination of a 
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direct cytotoxic and an anti-inflammatory indirect effect. The very marked 
and long-lasting effect of the trabectedin and irinotecan combination in vivo 
suggests a basis for a clin. evaluation in pediatric patients with 
rhabdomyosarcoma . 
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Development of a liquid chromatography/tandem mass 
spectrometry assay for the quantification of PM00104, 
a novel antineoplastic agent, in mouse, rat, dog, and 
human plasma 

Yin, Jianming; Aviles, Pablo; Lee, William; Ly, Carl; 
Guillen, Maria Jose; Munt, Simon; Cuevas, Carmen; 

Faircloth, Glynn 

PharmaMar USA, Inc., Cambridge, MA, 02139-4616, USA 
Rapid Communications in Mass Spectrometry (2005), 
19(5), 689-695 

CODEN: RCMSEF; ISSN: 0951-4198 
John Wiley & Sons Ltd. 
Journal 
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A rapid and sensitive liquid chromatog . /tandem mass spectrometry (LC/MS/MS) 
assay was developed and validated to quantify a novel antineoplastic agent, 
PM00104, in mouse, rat, dog, and human plasma. The method was validated to 
demonstrate the specificity, limit of quantification (LOQ) , accuracy, and 
precision of measurements. The calibration range for PM00104 was established 
using PM00104 stds. from 0.01-5.0 ng/mL in blank plasma. The selected 
reaction monitoring (SRM) , based on the m/z 692.2 -> 218.2 transition, was 
specific for PM00104, and that based on the m/z 697.2 -> 218.2 transition was 
specific for PM00104 (13C2,2H3) (the internal standard, IS); no endogenous 
materials interfered with the anal, of PM00104 and IS from blank plasma. The 
assay was linear over the concentration range 0.01-5.0 ng/mL. The correlation 
coeffs. for the calibration curves ranged from 0.9981-0.9999. The mean intra- 
day and inter-day accuracies for all calibration stds. (n = 8) ranged from 97- 
105% (<5% bias) in human plasma, and the mean inter-day precision for all 
calibration stds. was less than 8.5%. The mean intra- and inter-day assay 
accuracy for all quality control (QC) replicates in human plasma (n = 9) , 
determined at each QC level throughout the validated runs, ranged from 96-112% 
(£12% bias) and from 102-105% (<5% bias), resp. The mean intra- and inter-day 
assay precision was less than 15.0 and 11.8% for all QC levels, resp. For the 
QC samples prepared in animal species plasma, the %CV values of the assays 
ranged from 1.8-8.8% in mouse plasma, from 3.7-13.8% in rat plasma, and from 
3.0-7.2% in dog plasma. The assay accuracies ranged from 92-102% (<8% bias) 
for all QC levels prepared in mouse plasma; ranged from 93-106% (<7% bias) in 
rat plasma; and ranged from 95-114% (<14% bias) in dog plasma. The assay was 
used to support preclin. pharmacokinetic and toxicokinetic studies and is 
currently used to measure PM00104 plasma concns . to support clin. trials. 
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AB Aplidine and aplidine analogs are of use for the treatment of cancer, 
particular in the treatment of leukemias and lymphomas, especially in 
combination therapies . 



L7 ANSWER 11 OF 64 HCAPLUS COPYRIGHT 2007 ACS on STN 



ACCESSION NUMBER: 
DOCUMENT NUMBER: 
TITLE: 

INVENTOR (S) : 



PATENT ASSIGNEE (S) : 
SOURCE: 

DOCUMENT TYPE: 
LANGUAGE : 

FAMILY ACC. NUM. COUNT: 
PATENT INFORMATION: 



2004:354967 HCAPLUS Full-text 
140:357671 

Preparation of kahalalide antitumoral compounds 

Faircloth, Glynn Thomas; Elices, Mariano; 

Sasak, Halina; Aviles Marin, Pablo Manuel; Cuevas 

Marchante, Maria Del Carmen 

Pharma Mar, S.A.U., Spain 

PCT Int. Appl., 34 pp. 

CODEN: PIXXD2 

Patent 

English 

4 



PATENT NO. 



KIND DATE 



WO 2004035613 
WO 2004035613 
W: AE, AG 
CO, CR 
GH, GM 
LR, LS 
OM, PG 
TN, TR 
RW: GH, GM 
KG, KZ 
FI, FR 
BF, BJ 
WO 2003033012 
W: AE, AG 
CO, CR 



AL 
CU 
HR 
LT 
PH 
TT 
KE 
MD 
GB 
CF 



AL 
CU 
HU 
LU 
RO 
US 
KE 
MD 
GB 
CM 



GM, HR 
LS, LT 
PL, PT 
UA, UG 
RW: GH, GM 
KG, KZ 
FI, FR 
CG, CI 
CA 2501089 
AU 2003285911 
BR 2003015489 
EP 1572726 

R: AT, BE, CH, 
IE, SI, LT, 
JP 2006517195 
MX 2005PA04133 
NO 2005002379 
US 2006234920 
PRIORITY APPLN. INFO.: 



A2 

A3 
AM 
CZ 
HU 
LU 
PL 
TZ 
LS 
RU 
GR 
CG 

Al 
AM 
CZ 
ID 
LV 
RU 
UZ 
LS 
RU 
GR 
GA 

Al 

Al 

A 

A2 
DE, 
LV, 

T 

A 

A 

Al 



20040429 
20040729 
AT, AU, AZ 
DE, DK, DM 

ID, IL, IN 
LV, MA, MD 
PT, RO, RU 
UA, UG, US 
MW, MZ, SD 
TJ, TM, AT 
HU, IE, IT 
CI, CM, GA 

2003042 
AT, AU, AZ 
DE, DK, DM 
IL, IN, IS 
MA, MD, MG 
SD, SE, SG 
VC, VN, YU 
MW, MZ, SD 
TJ, TM, AT 

IE, IT, LU 
GN, GQ, GW 

20040429 
20040504 
20050823 
20050914 
DK, ES, FR, 
FI, RO, MK, 
20060720 
20051005 
20050715 
20061019 



APPLICATION NO. 



WO 2003-US33207 



DATE 



BA, BB 

DZ, EC 

IS, JP 

MG, MK 

SC, SD 

UZ, VC 

SL, SZ 

BE, BG 

LU, MC 

GN, GQ 
WO 

BA, BB 

DZ, EC 

JP, KE 

MK, MN 

SI, SK 

ZA, ZM 

SL, SZ 

BE, BG 

MC, NL 

ML, MR 

CA 2003- 
AU 2003- 
BR 2003- 
EP 2003- 

GB, GR, IT, 

CY, AL, TR, 
JP 2005- 
MX 2005- 
NO 2005- 
US 2006- 
WO 2002- 
GB 2003- 
GB 2003- 
US 2001- 



BG, 
EE, 
KE, 
MN, 
SE, 
VN, 
TZ, 
CH, 
NL, 
GW, 
002- 
BG, 
EE, 
KG, 
MW, 
SL, 
ZW 
TZ, 
CH, 
PT, 
NE, 



BR, BY, 

EG, ES, 

KG, KP, 

MW, MX, 

SG, SK, 

YU, ZA, 

UG, ZM, 

CY, CZ, 

PT, RO, 

ML, MR, 
GB4735 

BR, BY, 

ES, FI, 

KP, KR, 

MX, MZ, 

TJ, TM, 

UG, ZM, 
CY, CZ, 
SE, SK, 
SN, TD, 
2501089 
285911 
15489 
779140 
LI, LU, 
BG, CZ, 
501483 
PA4133 
2379 
531533 
GB4735 
4367 
14725 
348449P 



BZ, 
FI, 
KR, 
MZ, 
SL, 
ZM, 
ZW, 
DE, 
SE, 
NE, 

BZ, 
GB, 
KZ, 
NO, 
TN, 



20031020 

CA, CH, CN, 

GB, GD, GE, 

KZ , LC , LK, 

NI, NO, NZ, 

SY, TJ, TM, 
ZW 

AM, AZ, BY, 

DK, EE, ES, 

SI, SK, TR, 

SN, TD, TG 
20021018 

CA, CH, CN, 

GD, GE, GH, 

LC , LK, LR, 

NZ, OM, PH, 

TR, TT, TZ, 



ZW, AM, AZ, BY, 
DE, DK, EE, ES, 
TR, BF, BJ, CF, 
TG 

20031020 
20031020 
20031020 
20031020 
NL, SE, MC, PT, 
EE, HU, SK 

20031020 
20050418 
20050513 
20060425 
A 20021018 
A 20030226 
A 20030624 
P 20011019 



Page 45 



10/531,533 

WO 2001-GB4821 A 20011031 

GB 2002-22409 A 20020926 

WO 2003-US33207 W 20031020 

AB The invention is directed to new kahalalide antitumoral compds . , in particular 
to analogs of kahalalide F, which are useful as antitumoral, antiviral and 
antifungal agents and in the treatment of psoriasis. Thus, kahalalide F 
analogs in which the 5~methylhexanoc acid residue has been replaced by (S)- 
and (R) -4 -methylhexanoic acid were prepared and assayed for cytotoxic activity 
against various cell lines. 



L7 ANSWER 12 OF 64 
ACCESSION NUMBER: 
DOCUMENT NUMBER: 
TITLE: 



HCAPLUS COPYRIGHT 2007 ACS on STN 
2003:869631 HCAPLUS Full-text 
140:210099 

Use of CFU-GM assay for prediction of human maximum 



AUTHOR (S) : 

CORPORATE SOURCE: 

SOURCE: 

PUBLISHER: 
DOCUMENT TYPE: 
LANGUAGE : 
AB 



tolerated dose of a new antitumoral drug: Yondelis 
(ET-743) 

Gomez, Susana G.; Bueren, Juan A.; Faircloth, 
Glynn; Albella, Beatriz 

S.A. Poligono Industrial La Mina, PharmaMar, Madrid, 
28770, Spain 

Toxicology in Vitro (2003), 17(5/6), 671-674 
CODEN: TIVIEQ; ISSN: 0887-2333 
Elsevier 
Journal 
English 

Acute cytotoxic exposure causes decreases in bone marrow progenitors that 
precedes the neutrophil nadir. Expts. in animal models reveal a relationship 
between the reduction in granulocyte-macrophage progenitors (CFU-GM) and the 
decrease in absolute neutrophil count [Toxicol. Pathol. 21 (1993) 241]. 
Recently, the prevalidat ion of a model for predicting acute neutropenia by the 
CFU-GM assay has been reported [Toxicol. In Vitro 15 (2001) 729]. The model 
was based on prediction of human MTD by adjusting the animal-derived MTD for 
the differential sensitivity between CFU-GM from animal species and humans. 
In this study, this model has been applied on a new antitumoral drug, Yondelis 
(Ecteinascidin; ET-743) . Preclin. studies showed that hematotoxicity was the 
main side effect in mice, being the MTD of 600 fig/m2 [Drugs Future 21 (1996) 
1155] . The sensitivity of myeloid progenitors was higher in mice than in 
humans, with IC90 values of 0.6910.22 nM and 1.3110.21 nM for murine and human 
CFU-GMs resp. This study predicts a human MTD of 1145 ug/m2 . The reported 
human MTD of ET-743 given as a 24-h continuous infusion every 3 wk is 1800 
fig/m2 [J. Clin. Oncol. 19 (2001) 1256]. Since our predicted MTD is within 
fourfold of the actual MTD (the interspecies variation in tolerated dose due 
to differences in clearance rates, metabolism pathways and infusion rate) the 
result confirms the profit of the prediction model. 
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AB Objective: In addition to neutropenias and/or thrombocytopenias as a short- 
term effect, antineoplastics also can produce long-term effects as a 
consequence of damage to the hematopoietic stem cells. The aim of the present 
study was to evaluate the toxicity of three marine-derived antineoplastics on 
murine hematopoietic stem cells. These antitumoral compds . currently are 
being evaluated in patients in phase II (aplidin and kahalalide F) and phase 
II/III (trabectedin) clin. trials. Materials and methods: Long-term 
competitive repopulating assays were performed in mice to analyze toxic 
effects on the hematopoietic stem cells responsible for the multipotential 
long-term repopulation of hematopoiesis . Furthermore, granulocytic and T- and 
B-lymphoid lineages were studied, as well as myeloid (CFU-GM) and 
megakaryocyte (CFU-Meg) progenitors. Results: When cells were treated in 
vitro for 24 h with CFU-GM IC50 dose of trabectedin (9.59 ±4.96 nM) , no 
significant effects were observed in the stem cells. The dose of trabectedin 
that produced 90% of inhibition in CFU-GM (IC90: 23.71 ± 1.27 nM) only 
inhibited 45% survival of stem cells. Doses of aplidin that produced redns . 
of 50% (56.9 ± 13.32 nM) or 90% (195.88 ± 21.39 nM) in myeloid progenitors did 
not show any effect on hematopoietic stem cells. Kahalalide F did not show 
any toxic effect in either short-term or long-term repopulating cells up to 10 
fiM. Conclusions. Our data show that the hematopoietic stem cells effects of 
antitumoral drugs can be properly characterized by the murine competitive 
repopulating assays. Our results suggest that long-term myelosuppression as a 
consequence of trabectedin, aplidin, or kahalalide F treatment would not be 
expected. 
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AB A rapid and sensitive liquid chromatog . /tandem mass spectrometry (LC/MS/MS) 
assay was developed and validated to quantify a novel marine-derived 
depsipeptide, Aplidin, in human plasma. The method was validated to 
demonstrate the specificity, recovery, limit of quantitation (LOQ) , accuracy, 
and precision of measurements. The calibration range for Aplidin was 
established using Aplidin stds. from 0.05-50 ng/mL in blank human plasma. The 
multiple reaction monitoring, based on the transition m/z 1110 . 7-»295 . 3, was 
specific for Aplidin, and that based on the transition m/z 1112 . 6->297 . 3 was 
specific for didemnin B (the internal standard); no endogenous materials 
interfered with the anal, of Aplidin and didemnin B from blank human plasma., 
The assay was linear over the concentration range 0.05-50.0 ng/mL. The 
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correlation coeffs. for the calibration curves ranged from 0.9979 to 0.9999. 
The mean intra- and interday accuracies for all calibration stds. (n = 12) 
ranged from 97 to 106% (<6% bias), and the mean interday precision for all 
calibration stds. was less than 8.3%. The mean intra- and interday assay 
accuracy for all quality control replicates (n = 12), determined at each QC 
level throughout the validated runs, remained below 12 and 7%, resp. The mean 
intra- and interday assay precision was less than 13.1 and 10.7% for all QC 
levels, resp. The assay is currently used to measure Aplidin plasma concns . 
to support clin. trials. 
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AB A sensitive HPLC-tandem mass spectrometry assay for thiocoraline, an antitumor 
depsipeptide, in mouse plasma is described. Echinomycin, a quinoxaline 
peptide, was used as an internal standard Thiocoraline was recovered from the 
mouse plasma using protein precipitation with MeCN and followed by solid-phase 
extraction of the supernatant. The mobile phase consisted of MeOH (0.1% 
formic acid) -H20 (0.1% formic acid) (90:10, volume/volume). The anal, column 
was a YMC C18. The standard curve was linear from 0.1 to 50 ng/mL (R2>0.99). 
The lower limit of quantitation was 0.1 ng/mL. The assay was specific based 
on the multiple reaction monitoring transitions at m/z 1157 -» 215 and m/z 
1101 243 for thiocoraline and the internal standard, echinomycin, resp. The 
mean intra- and inter-day assay accuracies remained <5 and 12%, resp., for all 
calibration stds. and quality control (QC) samples. The intra- and inter-day 
assay precisions were <11.4 and 9.5% for all QC levels, resp. The utility of 
the assay was demonstrated by a pharmacokinetic study of i.v. (bolus) 
thiocoraline on CD-I mice. Thiocoraline was stable in mouse plasma in an ice- 
water bath for 6 h and for three freeze-thaw cycles. The reconstituted 
thiocoraline after extraction and drying sample process was stable in the 
autosampler for over 24 h. The assay was able to quantify thiocoraline in 
plasma up to 48 h following dose. Pharmacokinetic anal, showed that 
thiocoraline has distinct pharmacokinetic profiling when dosed in different 
formulation solns . The assay is currently used to measure thiocoraline plasma 
concns. in support of a project to develop a suitable formulation with a 
desirable pharmacokinetic profile. 
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AB The purpose of this study was to investigate the cytotoxic and antitumor 

effects of the combination of the novel anticancer drug ET-743 and doxorubicin 
(Dx) and to determine whether any pharmacokinetic interaction occurs in 
sarcoma-bearing mice. The cytotoxicity of each drug and of their combinations 
was assessed in the rhabdomyosarcoma cell line TE-671 by a clonogenic assay, 
and isobologram anal, was performed to detect any synergistic, additive or 
antagonistic effects. The antitumor activities of each drug and of the 
combinations were also evaluated in nude mice transplanted s.c. with human TE- 
671 rhabdomyosarcoma and in C3H female mice injected i.v. with UV2237 M 
fibrosarcoma or with the Dx-resistant subline UV2237 M-ADM which over- 
expresses Pgp. Antitumor activity was evaluated by monitoring the TE-671 
tumor volume over time and, in the case of the murine fibrosarcomas, by 
evaluation of lung deposits at autopsy quantified by determining lung weight 
Pharmacokinetic studies were performed in TE-671-bearing mice. ET-743 was 
determined in plasma by an HPLC-MS method and Dx in plasma and tissue by an 
HPLC method with fluorescence detection. The combination of ET-743 and Dx was 
found to be additive with the average combination index slightly lower than 1 
at all survival levels, suggesting weak synergism. In TE-671 tumors in vivo 
the activity of ET-743 or Dx given alone was marginal, whereas the combination 
produced a significant antitumor effect. The log cell kill (LCK) values were 
0.13 and 0.33 for ET-743 and Dx alone, whereas they ranged from 0.85 to 1.12 
for the combination. Giving ET-743 1 h before Dx slightly enhanced the effect 
(LCK 1.12) compared with giving the drugs simultaneously (LCK 0.85) or in the 
opposite sequence (LCK 0.92). In UV2237 M fibrosarcoma, both Dx and ET-743 
showed an effect in reducing the weight of lung metastases, although the 
combination of the two drugs was not superior to each drug alone. In UV2237 
M-ADM tumors neither of the two drugs was active, whereas the combination, 
particularly when the two drugs were given simultaneously, produced a 
significant effect. Plasma levels of ET-743 and Dx were not significantly 
different when the drugs were given alone or in combination. The concns . of Dx 
in tissues including tumor, liver, heart and kidney were found to be the same 
whether the drug was given alone or in combination with ET-743. These results 
indicate that ET-743 and Dx in combination produce an additive effect against 
human sarcoma cells, reinforcing the idea that they act by a different 
mechanism of action. In mice no pharmacokinetic interaction between the two 
drugs was found. The observed activity in UV2237 M-ADM and in human TE-671 
sarcoma suggests that the combination of the two drugs could be effective for 
tumors displaying low sensitivity to each drug given alone. Based on these 
findings a phase I study on the combination of the two drugs was recently 
initiated. 
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Produces Chondrosarcoma Necrosis 
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A combination therapy protocol using a marine chemotherapeutic and 
antiangiogenic mol . was tested in a mouse tumor xenograft model for the 
ability to curtail the growth of a human chondrosarcoma (CHSA) . Ecteinascidin- 
743 (ET-743), a marine-derived chemotherapeutic, was effective at slowing the 
growth of a primary CHSA. Plasminogen-related protein B, which antagonizes 
various endothelial cell activities, also elicited a significant inhibition of 
neoplastic growth, albeit with reduced effectiveness. The combination of the 
two agents resulted in only a modest further repression of tumor growth over 
that associated with ET-743 treatment alone, as measured by tumor volume (82% 
vs. 76% inhibition, resp.). However, anal, of the extent of tumor necrosis 
and vascularization of the tumor revealed that the coadministration of the two 
compds . was clearly more effective, eliciting a 2.5-fold increase in tumor 
necrosis relative to single-agent treatment. The combination therapy also was 
most effective at antagonizing tumor-associated microvessel formation, as 
assessed by CD31 immunostaining, suggesting that combination therapy may hold 
promise for treating CHSA. Tumor necrosis produced by combination therapy of 
ET-743 and recombinant plasminogen-related protein B was also significantly 
greater than that produced by conventional doxorubicin treatment, further 
corroborating the efficacy of combination therapy. 
REFERENCE COUNT: 34 THERE ARE 34 CITED REFERENCES AVAILABLE FOR THIS 

RECORD. ALL CITATIONS AVAILABLE IN THE RE FORMAT 



L7 ANSWER 18 OF 64 
ACCESSION NUMBER: 
DOCUMENT NUMBER: 
TITLE: 



HCAPLUS COPYRIGHT 2007 ACS on STN 
2002 : 974072 HCAPLUS Full-text 
139:127523 



Effectiveness of ecteinascidin-74 3 against 
drug-sensitive and -resistant bone tumor cells 
Scotlandi, Katia; Perdichizzi, Stefania; Manara, Maria 
Cristina; Serra, Massimo; Benini, Stefania; Cerisano, 
Vanessa; Strammiello, Rosaria; Mercuri, Mario; 
Reverter-Branchat , Gemma; Faircloth, Glynn; 
D f Incalci, Maurizio; Picci, Piero 

Laboratorio di Ricerca Oncologica, Istituti Ortopedici 
Rizzoli, Bologna, 40136, Italy 

Clinical Cancer Research (2002), 8(12), 3893-3903 
CODEN: CCREF4; ISSN: 1078-0432 
American Association for Cancer Research 
Journal 
English 

The identification of new drugs is strongly needed for bone. tumors. 
Ecteinascidin-743 (ET-743) , a highly promising antitumor agent isolated from 
the marine tunicate Ecteinascidia turbinata, is currently under Phase II clin. 
investigation in Europe and the United States for treatment of soft tissue 
sarcoma. In this study, we analyzed the preclin. effectiveness of this drug 
in osteosarcoma and Ewing's sarcoma. The effects of ET-743 were evaluated 
against a panel of human osteosarcoma and Ewing's sarcoma cell lines 
characterized by different drug responsiveness and compared with the effects 
of standard anticancer agents. In addition, combination treatments with ET- 
743 and the other standard chemotherapy agents for sarcoma were analyzed to 
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highlight the best drug-to-drug interaction. A potent activity of ET-743 was 
clearly observed against both drug-sensitive and drug-resistant (multidrug- 
resistant, methotrexate- and cisplatin-resistant ) bone tumor cells at concns. 
that are easily achievable in patients (pM to nM range) . Ewing f s sarcoma 
cells appeared to be particularly sensitive to the effects of this drug. The 
anal, of the effects of ET-743 on cell cycle, apoptosis, and differentiation 
indicated that both osteosarcoma and Ewing's sarcoma cells had a slower 
progression through the different phases of the cell cycle after treatment 
with ET-743. However, the drug was able to induce a massive apoptosis in 
Ewing's sarcoma but not in osteosarcoma cells. In the latter neoplasm, ET-743 
showed a differential effect, as indicated by the significant increase in the 
expression and activity of alkaline phosphatase, a marker of osteoblastic 
differentiation. Concurrent exposure of cells to ET-743 and other 
chemotherapeutic agents resulted in greater than additive interactions when 
doxorubicin and cisplatin were used, whereas subadditive effects were observed 
with methotrexate, vincristine, and actinomycin D. Overall, these results 
encourage the inclusion of this drug in the treatment of patients with bone 
tumors, although a careful design of new regimens is required to identify the 
best therapeutic conditions. 
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AB Kahalalide F (KF) is a new anticancer agent currently in clin. trials for 

solid tumors, including prostate cancer. During the preclin. development of 
this drug, the studies reported here were conducted to determine the acute and 
multiple dose toxicities of KF when administered i.v. to rats. This dosing 
route is the intended route of clin. administration. KF was administered i.v. 
to male and female CD rats using single- and multiple-dose (daily for 5 days) 
schedules. Animals were observed for clin. signs, and body weight, hematol . , 
and clin. chemical parameters determined Animals were necropsied, gross 
observations and organ wts . recorded, and numerous tissues were collected and 
examined microscopically. KF produced lethality at 375 and 450 ug/kg in males 
and females, resp., and the maximum tolerated dose (MTD) was estimated to be 
300 ug/kg (1800 ug/m2) . The nervous system appeared to be a potential site of 
action for the production of lethality. Single-dose administration of KF at 
150 and 300 ug/kg produced organ toxicity in which the kidney was the primary 
target. Injury to distal convoluted tubules was the most toxicol. significant 
lesion, and was observed on day 4. However, by day 29, resolution of renal 
toxicity had occurred in the 150-ug/kg group, but only partial resolution was 
seen at 300 ug/kg. Renal injury correlated with increased serum creatinine, 
BUN, and kidney wts. at 300 |ag/kg, indicating impairment of renal function. 
Subacute, necrotizing inflammation of bone marrow and peritrabecular osteocyte 
hyperplasia of bone were seen at 300 ug/kg on day 4, with recovery thereafter. 
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Injury to blood vessels and surrounding tissue at the injection site were 
produced by KF, likely due to local cytotoxicity. In general, reversibility 
of toxicity was seen at 150 ng/kg but not at 300 ug/kg. When KF was 
administered once daily for five consecutive days at a dose of 80 |ig/kg per 
day (400 ug/kg total dose), slightly decreased body weight gain was the 
primary drug-related effect. Therefore, the no-adverse-effect dose was at or 
near 80 |ig/kg per day (480 fig/m2 per day) . These findings demonstrate that 
fractionation of a lethal or MTD dose of KF by daily administration for 5 days 
reduces drug-induced toxicity, and appears to be a viable option for the clin. 
evaluation of KF for the treatment of cancer. 
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of the current knowledge of the primary mode of action of a natural 
ecteinascidin 743 (ET-743), derived from the marine tunicate 
Ecteinascidia turbinata. ET-743 was initially selected for preclin. 
development because of its potent antitumor activity observed against several 
human solid tumor types. In vitro, the drug is cytotoxic in the nanomolar 
range, and in the case of some very sensitive cell lines, in the picomolar 
range. The large potency differences observed among several solid tumor types 
indicate that this compound possesses some tumor selectivity, but the mol. 
basis of these differential effects remains to be elucidated. The the 
mechanism of action of ET-743 is evaluated in this context. The available 
information on ET-743 binding to DNA and its effects on transcriptional 
regulation point to a unique behavior of this drug, as it independently 
affects specific gene transcription in a promoter-dependent way. In addition, 
ET-743 shows a peculiar pattern of selectivity in cells with different defects 
in their DNA-repair pathways. These results highlight a unique property of ET- 
743, possibly explaining why it possesses • antitumor activity against tumors 
that are refractory to standard anticancer drugs, all of which certainly act 
by mechanisms that are different from that of ET-743. 
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AB New formulations and new uses of kahalalide F are provided for antitumor 
application against neuroblastomas or dedifferentiated or mesenchymal 
chondrosarcomas or osteosarcomas. 
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AB The active component of the pharmaceutical composition of the present 

invention is a compound which has been isolated from the controlled aerobic 
fermentation of a marine microorganism, Agrobacterium sp. The pharmaceutical 
compns . of the present invention, useful for postsurgical graft tolerance, are 
thus directed to compns. comprising a pharmaceutical carrier, diluent or 
excipient, and an effective amount of sesbanimide, which is an alkaloid that 
has been previously been isolated from seeds and reported to be useful as an 
antitumor drug. Prior to the present invention however, this compound had not 
been isolated from any fermentation broth nor had it been determined to have 
immunomodulatory activity. The crude residue of fermented Agrobacterium 
species was dissolved in H20-MeOH (1:1). The water/alc. fraction was 
extracted twice with CH2C12 and twice with EtOAc. The organic solvent-soluble 
components were concentrated yielding active organic exts . The organic 
extract was chromatographed on silica gel by an MPLC system using a mixture of 
hexane/EtOAc as the eluting solvent. The immunosuppressive and antitumor 
activities were detected in some of the fractions. 
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LANGUAGE: English 

AB The cytotoxic effects of ecteinascidin-743 (ET-743) , a novel marine natural 

product, were evaluated and compared with that of clin. used anticancer agents 
methotrexate, doxorubicin, etoposide, and paclitaxel in eight human soft 
tissue sarcoma (STS) cell lines. HT-1080, a fibrosarcoma cell line, and HS- 
42, a malignant mesodermal cell line, were the most sensitive of the cell 
lines to methotrexate, doxorubicin, etoposide, and paclitaxel. Other cell 
lines (IC50s) varied considerably and were more resistant to these agents. 
ET-743 was more potent than any of these agents, with IC50s in the PM range in 
all of the cell lines. Cytotoxicity of ET-743 was dose- and time-related (4- 
72 h exposure). Cytotoxic concns . of ET-743 produced a S/G2 block in all of 
the cell lines tested. Three colon adenocarcinoma cell lines, HCT-8, HT-29, 
and HCT-116, and one breast cancer cell line, MCF-7, were 1-2 logs less 
sensitive to ET-743 than the STS cell lines. Cell lines were also 
characterized as to expression of oncogenes and tumor suppressor genes to 
attempt to correlate sensitivity of these cell lines to ET-743 and other 
chemotherapeutic agents. All of the cell lines except M8805, a malignant 
fibrous histiocytoma cell line, had mutations in p53 and/or overexpressed the 
MDM2 protein. Only HS-18, a liposarcoma cell line, lacked expression of the 
retinoblastoma protein. None of the cell lines had detectable expression of P- 
glycoprotein as measured by immunohistochem. ET-743 is an extremely potent 
cytotoxic agent against human STS cell lines and is being evaluated as an 
antitumor agent in this disease. 
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AB Aplidine demonstrates considerable 


promise in phase I 


clin . 


trials for 



treatment of tumors, and various dosing regimes are given. Tumor reduction 
has been observed in several tumor types including renal carcinoma, colorectal 
cancer, lung carcinoid, medullary thyroid carcinomas and melanoma. It has 
also been found that aplidine has a role in inhibiting angiogenesis, 
complementing the antitumor activity. 
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AB The cytotoxic activity of ecteinascidin 743 (ET-743) , a natural product 

derived from the marine tunicate Ecteinascidia turbinata that exhibits potent 
anti-tumor activity in pre-clin. systems and promising activity in phase I and 
II clin. trials, was investigated in a number of cell systems with well- 
defined deficiencies in DNA-repair mechanisms. ET-743 binds to N2 of guanine 
in the minor groove, but its activity does not appear to be related to DNA- 
topoisomerase I poisoning as the drug is equally active in wild-type yeast and 
in yeast with a deletion in the DNA-topoisomerase I gene. Defects in the 
mismatch repair pathway, usually associated with increased resistance to 
methylating agents and cisplatin, did not affect the cytotoxic activity of ET- 
743. However, ET-743 did show decreased activity (from 2- to 8-fold) in 
nucleotide excision repair (NER) -deficient cell lines compared to NER- 
proficient cell lines, from either hamsters or humans. Restoration of NER 
function sensitized cells to ET-743 treatment. The DNA double-strand-break 
repair pathway was also investigated using human glioblastoma cell lines M059K 
and M059J, resp., proficient and deficient in DNA-dependent protein kinase 
(DNA-PK), ET-743 was more effective in cells lacking DNA-PK; moreover, pre- 
treatment of HCT-116 colon carcinoma cells with wortmannin, a potent inhibitor 
of DNA-PK, sensitized cells to ET-743. An increase in ET-743 sensitivity was 
also observed in ataxia telangiectasia-mutated cells. The data strongly 
suggest that ET-743 has a unique mechanism of interaction with DNA. 
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The invention is based on the immunomodulatory activity of synthetic and semi- 
synthetic didemnin compds . Certain didemnin compds . possess unexpectedly high 
immunomodulation activity and will be useful for modulating or regulating 
immunol . functions in warm-blooded animals. From the data provided, it is 
believed that the physician will be able to determine the appropriate dosage 
of the immunosuppressant didemnins of the present invention. The actual 
dosage to be administered depends, inter alia, on the animal species to be 
treated, the subject animal's size, and the capacity of the subject to use the 
particular didemnin compound administered. Accordingly, the actual amts. of 
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any didemnin compound required to be administered depend on the judgment of 
the practitioner. 
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Ecteinascidin-743 (ET-743) is a tetrahydroisoquinoline alkaloid isolated from 
the tunicate Ecteinascidia turbinata currently under phase II clin. trials for 
its potent anticancer activity. ET-743 binds DNA in the minor groove and 
forms covalent adducts with some sequence specificity. It selectively 
inhibits in vitro binding of the CCAAT box factor NF-Y. In this study, the 
authors assayed ET-743 function in vivo on the HSP70 promoter. On heat 
induction, the drug blocks transcription rapidly at Pharmacol, concns . and in 
a CCAAT-dependent manner, whereas the activity of the CCAAT-less simian virus 
40 promoter is not affected. The effect is exerted at the mRNA level. The 
distamycin-like alkylating tallimustine is inactive in these assays. Binding 
of NF-Y and of the heat-shock factor is normal in ET-743-treated cells. Run- 
on anal, of several endogenous genes further proves that the drug has rapid, 
profound, and selective neg. effects on transcription. Thus, this marine- 
derived compound is a promoter-specific, transcription-interfering agent. 
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Ecteinascidin 743 (ET-743) , a highly promising marine-based anti-tumor agent 
presently in phase II clin. trials, has been shown to interfere with the 
binding of minor-groove-interacting transcription factors, particularly NF-Y, 
with their cognate promoter elements in vitro. The authors have shown that 
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NF-Y is a central mediator of activation of transcription of the human P 
glycoprotein gene (MDR1) by a variety of inducers and that NF-Y functions by 
recruiting the histone acetyltransf erase PCAF to the MDR1 promoter. In the 
present study, the authors tested whether ET-743 could block activation of the 
MDR1 promoter by agents that mediate their effect through the NF-Y/PCAF 
complex. The authors report that physiol. relevant concns . of ET-743 abrogate 
transcriptional activation of both the endogenous MDR1 gene and MDR1 reporter 
constructs by the histone deacetylase inhibitors as well as by UV light, with 
minimal effect on constitutive MDR1 transcription. Notably, this inhibition 
does not alter the promoter-associated histone hyperacetylation induced by 
histone deacetylase inhibitors, suggesting an in vivo mol. target downstream 
of NF-Y/PCAF binding. ET-743 is therefore the prototype for a distinct class 
of transcription-targeted chemotherapeutic agents and may be an efficacious 
adjuvant to the treatment of multidrug-resistant tumors. 
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AB Investigation of the activity of exts . of the clam Spisula polynyma has led to 
antitumor long-chain, straight-chain alkane or alkene compds . which have a 2- 
amino group and a 3-hydroxy group. 
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Effect of ecteinascidin-743 on the interaction between 
DNA binding proteins and DNA 
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Ecteinascidin-743 (ET-743) is a tetrahydroisoquinoline alkaloid isolated from 
Ecteinascidia turbinata, a tunicate growing in mangrove roots in Caribbean. 
It has been shown to bind in the minor groove of DNA forming covalent adducts 
by reaction of the N2 of guanine with the carbinolamine moiety. We 
investigated ET-743 ability to inhibit the binding of different transcription 
factors to their consensus sequences by using gel shift assays. We have 
selected three types of factors: (i) oncogene products such as MYC, c-MYB and 
Maf; (ii) transcriptional activators regulated during the cell cycle as E2F 
and SRF; and (iii) general transcription factors such as TATA binding protein 
(TBP), Spl and NF-Y. We observed no inhibition of the binding of Spl, Maf, MYB 
and MYC. Inhibition of DNA binding was observed for TBP, E2F, SRF at ET-743 
concns. ranging from 50 to 300 uM. The inhibition of binding of NF-Y occurs 
at even lower concns. (i.e. 10-30 uM) when the recombinant subunits of NF-Y 
are preincubated with the drug, indicating that the inhibition of NF-Y binding 
does not require previous ET-743 DNA binding. Since NF-Y is a trimer 
containing two subunits with high resemblance to histones H2B and H2A, we have 
investigated the effect of ET-743 on nucleosome reconstitution . ET-743 caused 
a decrease of the nucleosomal band at 100 nM, with the complete disappearance 
of the band at 3-10 uM. These data suggest that the mode of action of this 
novel anticancer drug is related to its ability to modify the interaction 
between some DNA binding proteins and DNA. 
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New classes of anticancer drugs, isolated from marine organisms, were shown to 
possess cytotoxic activity against multiple tumor types. Aplidine, didemnin B, 
and isohomohalichondrin B (IHB), among the more promising antitumor 
candidates, were evaluated in the present study on a comparative basis in 
terms of their antiproliferative activity and neurotoxic effects in vitro. 
Using a panel of different human prostatic cancer cell lines (DU 145, PC-3, 
and LNCaP-FGC) the effects of aplidine, didemnin B, and IHB on tumor cell 
proliferation were tested in a colorimetric (XTT) assay and compared with the 
effects of vincristine, vinorelbine, and taxol. Under analogous in vitro 
conditions these drugs were also monitored for neurocytotoxic effects using a 
PC 12 cell line based model. Didemnin B and - especially aplidine were more 
effective in the inhibition of prostate cancer cell proliferation than 
vincristine, vinorelbine, or taxol at concentration levels between 5-50 
pmol/mL. At these same concns . , however, didemnin B and aplidine were also 
most potent in the in vitro neurotoxicity assays. IHB was found to exert even 
more potent antiproliferative activity (at concentration levels between 0.05- 
0.1 pmol/mL) . However, neurotoxic effects were also found to be present at 
these levels. After drug withdrawal, the neurotoxic damage, inflicted by 
aplidine or IHB appeared to be more long lasting than after vincristine or 
vinorelbine exposure. These results point to high antiproliferative activity 
of aplidine and IHB in prostate cancer. At the same time, the data urge some 
caution in the clin. use of these agents because of potential neurotoxic side- 
effects. The use of a newly formulated aplidine may involve a more favorable 
therapeutic profile. 
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A sensitive bio-anal, assay in plasma of the depsipeptide aplidine is 
reported, based on reversed-phase liquid chromatog. and fluorescence detection 
of the trans-4 1 -hydrazino-2-stilbazole (4 f H2S) derivative of the analyte. At 
ambient temperature, two conformations of the depsipeptide are observed in 
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solution due to cis-trans isomerism at the proline-pyruvoyl peptide bond. 
Aplidine is isolated from the matrix by solid-phase extraction on an octadecyl 
modified silica stationary phase. After evaporation of the acetone eluate, a 
derivatization with 4 ! H2S is performed in a water-acetonitrile mixture at pH 
4. The reaction mixture is injected directly into the chromatograph and the 
analyte is quantified by fluorescence detection at 410 and 560 nm for 
excitation and emission, resp. The method has been validated in the 2-100 
ng/mL-range, 2 ng/mL being the lower limit of quantification. Precision and 
accuracy both meet the current requirements for a bioanal. assay. The 
identity of the 4 f H2S reaction products of aplidine have been confirmed by 
mass spectrometric anal. Finally, the method has been employed for a pilot 
pharmacokinetic study of aplidine in mice which demonstrated its usefulness 
for Pharmacol, research. 
REFERENCE COUNT: 17 THERE ARE 17 CITED REFERENCES AVAILABLE FOR THIS 

RECORD. ALL CITATIONS AVAILABLE IN THE RE FORMAT 



L7 ANSWER 33 OF 
ACCESSION NUMBER: 
DOCUMENT NUMBER: 
TITLE: 



64 HCAPLUS COPYRIGHT 2007 ACS on STN 
1999:300619 HCAPLUS Full-text 
131:824 90 

Bioanalysis of thiocoraline, a new marine antitumoral 



depsipeptide, in plasma by high-performance liquid 
chromatography, and fluorescence detection 
Sparidans, Rolf W.; Henrar, Roland E. C; Jimeno, Jose 
M.; Faircloth, Glynn; Floriano, Pablo; 
Beijnen, Jos H. 

Faculty of Pharmacy, Department of Pharmaceutical 
Analysis, Utrecht University, Utrecht, 3584 CA, Neth. 
Journal of Chromatography, B: Biomedical Sciences and 
Applications (1999), 726(1 + 2), 255-260 
CODEN: JCBBEP; ISSN: 0378-4347 
Elsevier Science B.V. 
Journal 
English 

A sensitive bioanal. assay for thicoraline, an investigational marine 
anticancer agent, in plasma, based on reversed-phase liquid chromatog. and 
fluorescence detection, is reported. The proteins in the sample are 
precipitated by the addition of acetonitrile . After centrif ugation, the 
supernatant is injected directly into the chromatograph. The analyte is 
quantified by fluorescence detection with excitation and emission at 365 and 
540 nm, resp. The method has been validated in the 1-100 ng/mL range, 1 ng/mL 
being the lower limit of quantification. Precision and accuracy both meet the 
current requirements for a bio-anal, assay and are <15% at 1 ng/mL and <5% in 
the 5-100 ng/mL range. Plasma samples can be stored for at least 4 mo at - 
800C. Finally, the usefulness of this method for Pharmacol, research was 
shown in a pilot study of the pharmacokinetics of thiocoraline in rats. 
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AB This invention relates to a cardiotonic effect of Aplidine (dehydrodidemnin 

B) . Aplidine has been found to be a potent L-type calcium channel enhancer in 
the human heart. This effect makes Aplidine a very useful drug for the 
treatment of congestive heart failure, as well as useful for the treatment of 
atrial fibrillation. Extraction and isolation if Aplidine from Aplidium 
albicans, its semisynthesis from didemnin B, and its synthesis from pyruvyl- 
Pro-OBz and EDC or DMAP are presented. 
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xenografts 
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The antitumor activity of ecteinascidin (ET)-743, a novel marine natural 
product, was evaluated against a panel of human ovarian carcinoma xenografts 
characterized by different malignant behaviors and drug responsiveness in nude 
mice. These tumor models included three xenografts transplanted s.c. (HOC18, 
HOC22-S, and MNB-PTX-1) into nude mice, representing different levels of 
sensitivity to cisplatinum (DDP) , which was used as reference drug for ovarian 
carcinoma, and two other xenografts (HOC22 and HOC8) , which are highly 
malignant in the peritoneal cavity of nude mice, representing the growth 
pattern of this neoplasm. At the maximum tolerated dose of 0.2 mg/kg using an 
intermittent schedule of one i.v. injection every 4 days, ET-743 was highly 
active against HOC22-S (sensitive to DDP), inducing long-lasting, complete 
regressions, and against HOC18 (marginally sensitive to DDP), inducing partial 
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tumor regressions. Moreover, significant growth delay was observed in mice 
bearing late-stage HOC18 tumor (400-mg tumor weight; nonresponsive to DDP) . 
ET-743, however, was not active against MNB-PTX-1, a tumor that is highly 
resistant to chemotherapy, including DDP. In the i.p. ovarian carcinoma 
xenograft model, ET-743 at the maximum tolerated dose induced complete tumor 
remissions in all mice bearing HOC22 tumor, with 25% histopathol. confirmed 
cures, and produced marginal tumor growth delay against HOC8 . These results 
indicate that ET-743 is a potent drug against ovarian carcinoma xenografts, 
being equally as active or more efficacious than DDP in the same tumor line. 
Our findings with human ovarian carcinoma xenografts justify clin. assessment 
of this drug with this tumor target. 
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In vivo immunosuppressive activity of some 
cyclolignans 
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Several podophyllotoxin-related cyclolignans, e. g. I, 
R2 = R3 = H; Rl = H, Ac, R2 = OH, OAc, R3 = H; Rl = H, 
OAc) , have been prepared and evaluated for their immunosuppressive (IMS) 
activity in the mouse allogeneic MLR in vitro test and in the in vivo 
techniques Graft vs Host Reaction (GVHR) and Skin Grafting (SG) . The results 
obtained show that three cyclolignans fairly prevent splenomegaly in 
comparison with control animals and also promoted tolerance to grafting, being 
the first time that the in vivo IMS activity of cyclolignans is reported. 
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LI 94 SEA ABB=ON PLU=ON VTVVP 1 ORN ' ITIVFXV/SQSP 



FILE 'HCAPLUS, USPATFULL 1 ENTERED AT 09:17:18 ON 04 SEP 2007 



L2 81 SEA ABB=ON PLU=ON LI 

L3 64 SEA ABB=ON PLU-ON L2 AND (PY<2004 OR AY<2004 OR PRY<2004 OR 
REVIEW/ DT ) 

L4 6 SEA ABB=ON PLU=ON L3 AND DHB 
E FAIRCLOTH G?/AU 

L5 64 SEA ABB=ON PLU=ON ("FAIRCLOTH GLYNN" /AU OR "FAIRCLOTH GLYNN 

T"/AU OR "FAIRCLOTH GLYNN T JR"/AU OR "FAIRCLOTH GLYNN 
THOMAS " /AU) 
E MARCHANTE M?/AU 

L6 1 SEA ABB=ON PLU=ON "MARCHANTE MARIA DEL CARMEN CUEVAS"/AU 

L7 64 SEA ABB=ON PLU=ON L5 OR L6 

L8 57 SEA ABB=ON PLU=ON L3 NOT L7 

L9 4 6 SEA ABB=ON PLU=ON L7 AND (CANCER? OR NEOTOM? OR NEOPLAS? OR 

TUMOR? OR TUMOUR? OR PEPTID?) 

L10 56 SEA ABB=ON PLU=ON L3 AND (CANCER? OR NEOTOM? OR NEOPLAS? OR 



TUMOR? OR TUMOUR? OR PEPTID?) 

D QUE L8 

D IBIB ED AB 

D L10 2-56 IBIB ED AB 

D QUE L7 

D L7 1-36 IBIB AB 

SAVE TEMP L8 AUDHCPTX/A 

SAVE TEMP L7 AUDHCPAU/A 
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